Brugia malayi microfilarial excretory-secretory (mf ES) antigens obtained by in vitro maintenance of mf are important tools in the immunodiagnosis of bancroftian filariasis.
INTRODUCTION

MATERIALS AND METHODS
Sera Samples
Human sera samples belonging to different groups viz., normal (endemic) and filarial (microfilaraemic and clinical filariasis)
were collected from Wardha and the surrounding villages, known to be endemic for W. bancrofti were isolated from pooled clinical filarial sera by 33% saturation with ammonium sulphate followed by DEAE cellulose ion exchange (Whatman DE 52) chromatography as described by Reddy, et .al. (8) .
Microtitre plate Inhibition ELISA
Bm mf ES antigen was conjugated with enzyme penicillinase (Hindustan Antibiotics Ltd., Pune) following the single step method of Avarameas (9). The inhibition ELISA was carried out as previously described (10) 
Stick Indirect ELISA
Stick ELISA for detection of filarial IgG antibodies in different groups of human sera was carried out as described by Reddy et. al. (11) .
Statistical analysis
Student's un-paired 't' test was used to compare the yield of mf ES antigen from different experiments. from the in vitro maintenance of 10 iakhs mf in 40 ml medium (Fig. 1.) . The mean antigenic titre against FSIgG in inhibition ELISA also increased by 2 fold (from 200 to 400). Kharat, et. al.(1) used medium 199 supplemented with organic acids and sugars of Grace's insect culture medium to maintain W. bancrofti mf in vitro.
RESULTS AND DISCUSSION
Excretory
When the temperature of in vitro maintenance was altered from 370C (human body temperature) to 28~ (mosquito body temperature) the ES antigen mean protein content increased from 364 ug to 435 ug (P<0.001) corresponding with increase in the ES antigen mean titre from 400 to 666 (Fig. 1.) . 
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